A problem that has hindered progress in the study of pleuropneumonia-like organisms (PPLO) is that of identification. The present methods are limited primarily to the ability to culture tigation do not always yield typical PPLO colonies. Consequently, the quantitative transfer of the atypical colonies to a glass slide for further microscopic study at higher magnification and PPLO on agar plates and recognize typical colonies using gross microscopic examination. Numerous conditions encountered in the course of their primary isolation, cultivation, and inves-I
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A new method of preparing PPLO colonies for microscopic analysis by means of hot water fixation was developed using both human genital and tissue culture strains of PPLO (Figs. 1 to 4) . The method was designed primarily for the detection of possible PPLO colonies suspected in primary cultures, and differentiation from bacterial and tissue cellular material also transferred from primary cultures. The hot water fixation technique provides a rapid method that gives a high yield of intact PPLO colonies free of agar and fixative reagents, and applicable to further studies of their physical and chemical properties.
The first step in the preparation of PPLO for microscopic study is their location on the agar surface either by means of a regular microscope or a stereomicroscope. The inclusive area is marked off on the bottom of the plate. A block, not over 1 cm2, is cut out of the agar above the marked area and lifted out of the plate with a thin, narrow spatula. The agar block is rested on its edge and carefully laid over with the PPLO colonies resting on the clean glass slide. Care should be taken to avoid sliding the agar block or trapping air bubbles. The slide is inverted and immersed in a beaker of distilled water at 80 C so that the suspended block is tilted at approximately a 45-degree angle. Temperature of distilled water is raised rapidly without agitation, until the agar block starts to melt and either flows off or falls off the slide, depending upon the thickness and composition of the agar. The slide is removed with forceps and gently rinsed with distilled water and then set to drain and air dry, prior to microscopic examination. This 
